Drs Fink and Sillis comment:
We are pleased to have Dr Narita's interest in our paper. We have addressed the points that he has raised in chronological order for clarity.
Firstly, we agree that encephalitis is reported as the main CNS manifestation of M pneumoniae infection, but some reports1 show meningitis to be associated in the younger age groups. Although we have reported a relatively small number of cases, we believe that most of the patients with clinical presentations suspected of being M pneumoniae infection in the hospitals surveyed would have been referred to us. We suspect that the patients we reported are a true reflection of the clinical presentation but numbers are too small for any definitive comment. All patients with encephalitis during the study period were referred to our laboratory. Secondly, in Dr Narita's reported method of PCR for mycoplasma2 we understand that the system described would not differentiate M genitalium from M pneumoniae. We believe that Mgenitalium is a more toxic organism than M pneumoniae. It may be that the two species have not been distinguished in previous studies, so linking a larger number of encephalitis presentations with mycoplasma infection.
Thirdly, clinical onset of M pneumoniae infection is very difficult to recognise because of its insidious nature. In our series and in Dr Narita's series all of the patients had antibodies and this suggests that the patients had been infected for at least 14 days.
Fourthly, our simplified PCR method was developed to facilitate earlier clinical diagnosis and provide further opportunity for studying the natural history of infection. In Dr Narita's paper, primary diagnosis seems to have been made on serology, using complement fixation (CF) and gel particle agglutination (GPA) . In one patient in his series we note the very rapid disappearance of antibodies revealed by GPA. We are concerned that this could be a "false" initial result; Kleemola and Kayhty3 demonstrated elevated titres and an increase in CF antibodies to M pneumoniae in patients with proven bacterial meningitis.
Fifthly, we believe that M pneumoniae is not usually invasive, but a transient T cell anergy is recognised in M pneumoniae infections, thereby providing an opportunity for the organism to escape from the respiratory tract. This may be a mechanism for the development of neurological lesions.
Finally, there is still insufficient evidence to be sure of the mechanism for neurological lesions in M pneumoniae infection. There is evidence in the literature both for an immune mediated mechanism and anecdotal reports of the recovery of organisms from CSF.
The reports of M pneumoniae neurological disease are conflicting. There is some evidence of a rapid reversal of neurological lesions in M pneumoniae infection with the application of aggressive antibiotic therapy. In contrast some neurological lesions are reported to respond rapidly to plasmapharesis.
We are concerned that in any study using PCR for M pneumoniae diagnosis, the serological criteria for supporting the PCR evidence is both sensitive and specific and very strictly interpreted. It is also critically important to ensure that the PCR system is specific for M pneumoniae. This book provides a series of practical demonstrations, that may be undertaken by students themselves, to illustrate some of the fundamental concepts of genetics. It is aimed at first year undergraduates with questions and answers as well as references on each topic. The authors find themselves in the curious position of having to defend the use of practical laboratory work in courses on genetics which they do clearly and succinctly.
The book was first published in 1951 and is now in its 10th edition and therefore clearly has found a niche in this particular market. No doubt the book has evolved a great deal since the first edition but unfortunately some mutations have crept in over this period of time.
In the chapter on "Linkage and Crossingover" somatic cell hybridisation is explained in great detail in the section on human gene mapping. Other approaches (for example, in situ hybridisation) are dealt with in one linesurely unacceptable in a genetic textbook published in 1995. In the chapter on "Human Chromosomes" the chromosome pairs 17 and 18 are transposed in one figure (Fig 11.3) That this text is now in its second edition, despite the fact that PCR in situ hybridisation (PCR-ISH) is still in its infancy, probably reflects rapidly growing interest in the technique. This is not surprising, as PCR-ISH offers the high sensitivity in signal detection afforded by PCR and yet permits the investigation to localise that signal architecturally. For the novice, the first two chapters provide useful introductions to the relevant molecular biology, then the theoretical basis for PCR and ISH is discussed. At this point and subsequently the chapters include practical protocols to lead the reader through a maze of techniques, variants and complex controls. Numerous photographic figures, some in colour, are used to illustrate examples of applications and results. It must be stated, however, that the quality of some of these figures is not always optimal, many being rather grey. Perhaps the most useful chapter is that describing "start-up" protocols for the beginner. This part of the book, combined with the contents of the appendices, are most helpful to those brave enough to attempt this notoriously fickle methodology. The author's specialist interests are reflected by the inclusion of two chapters, one regarding the application of PCR-ISH to the detection of papilloma viruses, the other to the use of the method in the investigation of HIV related diseases.
Perhaps the greatest hope for the success of PCR-ISH is the use ofreverse transcriptase methodology. This can eliminate problems of non-specificity in ISH caused by DNA repair. This is discussed clearly and practically in a further chapter.
In general, this is a well produced and organised volume and can be recommended to those about to step into this minefield of techniques and protocols. It is certainly of interest to speculate as to how many laboratories will be applying PCR-ISH by the time a third edition of this book is published! J CROCKER M220
